1989), which are members of the large
The Ly-6A GFP Transgene Marks All Functional express Sca-1 on virtually all (99%) of marrow-repopuHSCs from the E11 AGM Region lating cells from the adult bone marrow, while Ly-6E
To study HSC generation and localization within the strains express Sca-1 on only 25% of these cells (Spanmidgestation mouse embryo, we generated transgenic grude and Brooks, 1993). Despite the allelic differences, mice expressing the GFP reporter gene under the conthe Sca-1 marker should be useful in identifying and trol of the Ly-6A gene regulatory sequences. The enlocalizing the first HSCs as they emerge in the AGM hanced GFP gene was inserted into the first untranslated region. The relatively small size of the Ly-6A/E gene exon of the Ly-6A gene ( Figure 1C Figure 1A) shows that 3.8% (range 1.95%-3.9%) of E11 AGM cells are ure 2A, right panel) was found in the GFP ϩ fraction of the aorta-mesenchyme when 1 or 2 ee of GFP ϩ cells was Sca-1 ϩ . At greater than 4 months posttransplantation, recipients were tested for the presence of donor cells transplanted (average of 1.6 ϫ 10 3 GFP ϩ cells/aortamesenchyme). No donor cell engraftment was found by PCR of peripheral blood DNA (donor cell marker is a lacZ or human ␤-globin transgene). When transplanted when the GFP Ϫ fraction was transplanted. Engraftment of recipients, as measured by peripheral blood DNA PCR at 1 embryo equivalent (ee) of sorted cells per recipient, adult repopulating HSCs were found in both the Sca-1 ϩ for the donor cell GFP marker at greater than 4 months posttransplantation, ranged from 11% to 100% (data and Sca-1 Ϫ fractions ( Figure 1B ) (donor engraftment ranging from 15% to 38%). This result may reflect a low not shown).
To determine whether donor cell hematopoietic enor negative expression of Sca-1 by some HSCs as they emerge in the E11 AGM. graftment was multilineage, flow cytometric analysis was performed on peripheral blood cells. RepresentaPreviously, we had shown that all E11 AGM HSCs are c-kit ϩ (Sanchez et al. 1996). To further subfractionate tive data of one recipient at 2 months posttransplantation is shown in Figure 2C (bottom panels). GFP expres-AGM HSCs, we sorted E11 AGM cells on the basis of c-kit and Sca-1 antigen expression. In these experision was found in B220 Figures  3M and 3N ). Of the vitelline vessels, high level GFP cells to be dispersed along the circumference and length of the E11 dorsal aorta ( Figures 3A and 3C ). Compared to expression appears to be confined to the artery. Other sites in the midgestational Ly-6A GFP embryo the mesonephric tubules in the urogenital ridges (UGR) 
Note Added in Proof
We have recently found some rare GFP ϩ clusters on the ventral wall of the dorsal aorta in transverse sections from E10 Ly-6A GFP transgenic embryos.
